Supplementary

Mar operon was upregulated by Kamba
The transcriptome of BW25113 was sequenced after culturing in only LB medium or medium supplemented with Tet and/or Kamba to further investigate the role of efflux pumps and OmpF (Supplementary Table 3 ). Genes that are known to be directly involved in adaptive resistance or their regulators were chosen for this analysis.
Of the monitored transcripts, only those of the marRAB operon significantly increased in supplemented media. The increase was larger for Kamba than for Tet, and was roughly additive when E. coli was exposed to both substances. This observation was consistent with another study that found an induction of marRAB upon exposure to salicylate [1] . Exposure to either or both substances only resulted in small and often statistically not significant changes in mRNA levels of the other genes selected. This observation was consistent with the change in transcription levels seen by others after exposure of E. coli GC4468 to 5mM Na-salicylate, the equivalent to our Kamba-only samples, or overexpression of marA [1] . Except for the marRAB operon, none of the genes we examined was identified as significantly up or down-regulated. With two exceptions, any changes in transcription levels in the Tet*Kamba samples could mostly be explained by the effect of Tet. These exceptions were acrB, which was moderately down-regulated by both Tet and Kamba individually, but moderately up-regulated in the Tet*Kamba samples, and ompF, which showed a non-significant increase with Tet, a small non-significant decrease with Kamba, but a larger and statistically significant decrease when exposed to both. The expression of the outer membrane porin OmpF is posttranscriptionally down-regulated by the antisense regulator micF [2] , which could not be detected in the analysis due to its small size and the RNA isolation kit used. Small changes in ompF transcription may not be reflective of protein levels. However, the direction of change is in agreement with the observation that deletion of ompF leads to increased tolerance in our growth experiments.
While transcription levels changed for a number of transporters, no other member of the RND family was significantly increased, and mdtE and mdtF, components of the MdtEF-TolC efflux pump, were significantly decreased in all treatments. MdtEF-TolC is not known to be involved in Tet resistance [3] . However, a number of transporter genes of other families were up or down-regulated at the transcriptional level in the different treatments. There were a few cases where the combined treatment revealed a potentiation of the response to either Kamba or tetracycline. Examples for this were yhiX, coding for a predicted transporter of the MFS family [4] . Transcription increased non-significantly on exposure to either Kamba or Tet, but increased a significant 983.1-fold in the combined treatment.
None of the three genes of the cysAUW sulfate/thiosulfate transporter responded to Kamba or Tet exposure by a significant change in transcription, but did for the combination (20.6, 9.9, and 6.9-fold increases, respectively). Similar up-regulation of this transporter has been shown in S. enterica sv.
Typhimurium under acid stress conditions [5] . Multiplex Oligos for Illumina Index Primers Set. Samples were stored at -80°C. Concentrations of nucleic acid were confirmed at every stage using a NanoDrop spectrophotometer (Thermo Scientific, Wilmington, DE, USA). Library quality was evaluated using an Agilent Bioanalyzer and then sequenced by Tufts University Core Facility Genomics using an Illumina HiSeq 2500.
Supplementary
Statistics
Comparative transcriptome analyses used CLC Genomics Workbench 7.5.1
(https://www.qiagenbioinformatics.com) as adapted from others [6] . Prior to analysis, sequences representing 16S and 23S rRNA were removed. Sequences were mapped to the E.coli BW25113 genome (GenBank accession number CP009273), allowing mapping to intergenic regions, and with the following parameters and penalties (similarity fraction = 0.8, length fraction = 0.8, mismatch cost = 2, insertion cost = 3, deletion cost = 3). The RPKM (reads per thousand bases of a gene per million RNAseq reads) was calculated for each gene, and used to compare expression between experimental and control samples. Statistical analysis of these comparisons was performed with Baggerly et al.'s test [7] , and the Benjamini and Hochberg method was used to correct P-values for the false discovery rate [8] .
